Both Etv4 and Etv5 are expressed in the limb mesenchyme from the earliest stages of limb development and become progressively restricted to the distal mesenchyme during limb outgrowth. The expression of these transcripts is highly conserved across species, when compared to their orthologous genes in mouse (see Figure 1 ).
For each gene, the primary transcript is schematized; morpholino target sites are marked above with a red bar and the position of primers used to determine the resulting splicing pattern is indicated below. The DNA binding domain of erm, pea3 and etv5 is located in the 3' region of each transcript and is spread across 3 exons as indicated in green. The predicted protein following MO injection is presented below: a non-specific amino acid fusion is indicated in red. erm morpholino was directed against the splice acceptor site upstream of exon 11 and results in a 79bp insertion of the entire intron 10. A stop codon is observed 3 amino acids into the predicted fusion protein, terminating the protein prior to critical elements required for DNA binding based on homology with other Ets-DNA binding transcription factors. pea3 morpholino was directed against the splice acceptor site upstream of exon 10 and results in a 173bp deletion, removing exon 9. This deletion puts the resultant protein out of frame creating an in-frame stop codon 15 amino acids into the predicted fusion protein. etv5 morpholino was directed against the splice acceptor site upstream of exon 7 and results in a 94bp insertion of the intron 6 resulting in translational termination at a stop codon 35 amino acids into the predicted fusion transcript. Shh expression in mismatch MO control embryos (n=40) appeared identical to wild-type embryos (n=20). In 20/52 experimental MO injected embryos (pea3;erm;etv5 MO_a), an increase in the intensity and domain of Shh expression was observed in the distal fin bud. For embryos where fin bud development was significantly delayed (pea3;erm;etv5 MO_b; n=20/52), an expanded domain of Shh was still observed relative to age-matched controls, the ectopic anterior Shh expression domain is arrowed. No change in Shh expression was observed in 9/52 embryos, while a decrease/loss of Shh was recorded in 3/52 embryos that also exhibited severe developmental defects. Figure  2B and Figure 3A) . A slight reduction in the robustness of ectopic Shh expression in some embryos likely reflects technical limitations of infection. (B) DAPI-stained cross-section through a developing chick embryo, infected with RCASEtvEnR at Stage 10 in the right lateral plate mesoderm. The degree of limb truncation can be appreciated when comparing infected limb (white arrow) with the contralateral control. (C) RCAS-EtvEnR infection in chick results in a range of limb abnormalities shown here by alcian blue staining of limb cartilage at Day 5 or 6 of development. Distal limb truncation was observed in a small number of embryos. More commonly, a reduction of the zeugopod with an expanded autopod with or without ectopic digits was observed.
SUPPLEMENTAL EXPERIMENTAL PROCEDURES

Generation of Mouse Strains
To generate the R26-EtvEnR allele, a cDNA encoding the Etv4EnR fusion protein (Shepherd et al., 2001 ) was cloned together a C-terminal IRES-nuclear GFP tag into the BigT vector (Srinivas et al., 2001 ). The resulting plasmid was digested to release the floxed Etv4EnR-IRES-GFP cassette, which was then inserted into pROSA26PAS (Mao et al., 2005) . This targeting vector was linearized and electroporated into 3-1 embryonic stem cells (Mao et al., 2005) . After G418 selection, recombinants at the ROSA26 locus were identified by visualization of loss of YFP expression, and the chimeras were then generated by blastocyst injection. 
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